Supplemental Figure 1.
To determine whether the homeodomain itself is required for the synergistic targeting, we removed this motif by truncating either HoxA9 or Nup98/HoxA9 just upstream of the homeodomain. Truncation of HoxA9 at amino acid 204 removes only the 8 C-terminal amino acids in addition to the homeodomain, allowing any observed alterations to be attributed with high probability to loss of the homeodomain itself. We found that, in the absence of this sequence, HoxA9 is less efficiently targeted to the nucleus (compare panels a and b), possibly due to loss of a nuclear localization sequence. When the homeodomain is deleted from the Nup98/HoxA9 fusion, the fusion protein is now localized to the GLFG bodies as expected for this fragment of Nup98, indicating that the homeodomain is required for the novel localization of the Nup98/HoxA9 fusion (panels c and d). Scale bars = 5 µm.
Supplemental Figure 2.
Nup98-homeodomain fusion proteins do not associate with the nuclear pore complex.
Cells expressing GFP-Nup98 fusions (fusion, green) were immunostained with monoclonal 414 to specifically label nuclear pore complexes (NPC, red). Merged images are shown at the right. Insets are enlarged from the boxed region of the nuclear envelope. The punctate fusion protein structures could be found near, but never coincident with, the punctate pattern of the NPCs. When there was appearance of yellow signal, higher magnification revealed that the staining patterns could be resolved (see insets). Scale bar = 5 µm.
Supplemental Figure 3.
Association of Nup98 with the NPC is not affected by expression of Nup98 fusions. HeLa cells were transfected with different Nup98-homeodomain fusions or control constructs as indicated, and stained using an antibody specific for the C-terminal domain of Nup98. This antibody will recognize the endogenous Nup98 but not the fusion proteins. The intensity of Nup98 staining was measured at 5 regions of the nuclear envelope and at 5 regions within the nucleoplasm. Relative NPC association in each cell was expressed as the average intensity of nuclear envelope-associated Nup98 divided by the average intensity of nucleoplasmic Nup98 (n>20 cells). No decrease in the relative association of Nup98 with the NPC was detected. 
Supplemental Figure 4

